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Although mutualistic symbioses per definition are beneficial for interacting
species, conflict may arise if partners reproduce independently. We address
how this reproductive conflict is regulated in the obligate mutualistic sym-
biosis between fungus-growing termites and Termitomyces fungi. Even
though the termites and their fungal symbiont disperse independently to
establish new colonies, dispersal is correlated in time. The fungal symbiont
typically forms mushrooms a few weeks after the colony has produced dis-
persing alates. It is thought that this timing is due to a trade-off between
alate and worker production; alate production reduces resources available
for worker production. As workers consume the fungus, reduced numbers
of workers will allow mushrooms to ‘escape’ from the host colony. Here,
we test a specific version of this hypothesis: the typical asexual structures
found in all species of Termitomyces—nodules—are immature stages of
mushrooms that are normally harvested by the termites at a primordial
stage. We refute this hypothesis by showing that nodules and mushroom
primordia are macro- and microscopically different structures and by
showing that in the absence of workers, primordia do, and nodules do
not grow out into mushrooms. It remains to be tested whether termite con-
trol of primordia formation or of primordia outgrowth mitigates the
reproductive conflict.1. Introduction
All knownspecies of thebasidiomycete genusTermitomycesgrow ina remarkable,
obligate symbiosiswith termites of the subfamilyMacrotermitinae [1]. This farm-
ing symbiosis, inwhich termite hosts grow fungal symbionts for food in exchange
for substrate and shelter, has attracted the interest of many ecologists
and evolutionary biologists (e.g. [2–6]). A major conundrum in the termite–
fungus symbiosis is how the reproductive interests of host and symbiont are
aligned, despite their independent dispersal in most fungus-growing termite
species [1,7].
Termitomyces fungi have both an asexual and a sexual life cycle [3]. The
asexual cycle is the dominant lifecycle in a colony, while the sexual life cycle
is required for symbiont dispersal to new colonies [8]. Within a nest the
fungus is grown on airy structures of plant substrate, called the fungus comb.
The fungus colonizes the comb and subsequently forms spherical structures
that contain asexual spores: nodules. These nodules are consumed by termites
together with plant material and defaecated to form new fungus comb, thereby
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2completing the asexual cycle [9]. For sexual reproduction,
the fungus forms sexual fruiting bodies: mushrooms [10].
These mushrooms have their origin in the fungus comb
and pierce their way up to the surface of the termite mound.
Once matured, they spread sexual spores throughout the
environment, which are picked up by foraging termites to
inoculate newly founded, fungus-less termite colonies [3,11,12].
Paradoxically, while most fungus-growing termite species
are dependent on acquiring their symbiont from spores in the
environment [1,13], it is not in the short-term interest of any
individual termite colony to allow its fungus to fruit [8].
Production of fruiting bodies wastes resources that could
otherwise have been allocated to growth of the colony and
ultimately to more alates. This has led multiple researchers to
argue that the termites actively suppress fruiting body
formation of their fungal symbiont [2,6,8,14]. Indeed it seems
plausible that fewer workers can be produced to maintain
the fungus comb, when alates are produced by a colony, and
fewer mushroom initials will be eaten [5,6,14,15]. As a more
specific corollary of this idea, it has been speculated that, in
response to consumption of mushrooms at a primordial
stage, the fungus would have evolved gut-resistant asexual
spores on the unripemushrooms, leading to the typical asexual
structures found in all species of Termitomyces: nodules
[6,9,10,14]. According to this hypothesis, these ubiquitous
nodules are the initials of mushrooms that can develop into
sexual fruiting bodies if not eaten by termites [13,16,17].
Here, we set out to test the latter assumption. Under the
assumption that nodules are unripe mushrooms, nodules
on fungus comb fragments incubated in the absence of
termites should develop into mushrooms. Also, since the
inner structure of initials of other basidiomycetes shows
clear mushroom features at very early stages [18,19], we hypo-
thesized that if the nodules were equivalent to these stages of
mushroom formation, they should show similar differentiation
into mushroom.2. Material and methods
(a) Excavations and fungus comb incubations
A minimum of 15 fungus comb samples were excavated from 25
mature Macrotermes natalensis colonies in January and February
2015, 2016 and 2018. We chose to study the combs of this particu-
lar termite species, because it has been found that all
Termitomyces strains associated with M. natalensis belong to the
same biological species [7,16,20,21] and because the shape of
its nodules can be studied with the naked eye. A subset of 110
fungus combs from 12 colonies were carefully transferred to plas-
tic zip-lock bags. The zip-lock bags were transferred to the
laboratory in a plastic container and kept overnight at 4°C.
The next day, wet, sterilized chromatography or filter paper
was placed inside a sterile Microbox container (model O118/
50+OD118,white filter), and2ml of sterilized,demineralizedwater
was added to each container to maintain high humidity. Fungus
combs were transferred to each Microbox and any remaining ter-
mites were removed using sterilized forceps. The chambers were
incubated in the dark at 25°C. The fungus combs were regularly
inspected for mushroom formation (electronic supplementary
material, table S1). In line with previous observations, as many
as 29 combs were overgrown with other fungi, mainly Pseudoxy-
laria, within 4 days of incubation (electronic supplementary
material, table S1) [22–24]. These 29 fungus combs were removed.(b) Basidiospore germination
To check basidiospore viability, spore prints were made from
three mushrooms of different combs on agar plates. The cap of
the mushroom was cut off and attached with Vaseline to the
lid of a Petri dish with malt yeast extract agar (MYA) medium
(20 g malt, 2 g yeast extract, 15 g agar in 1 l of demineralized
water) for time periods ranging from 10 s to 1 h. After incubation
at approximately 25°C, germinating spores were individually
transferred to a fresh Petri dish with MYA medium. All mush-
rooms produced viable homokaryotic spores, which were
confirmed by mating experiments.(c) Fixation and embedding of nodules
Normal nodules and primordia were carefully taken off from a
fungus comb using a small brush. Thin slices of opposite vertical
sides of the nodules were cut off to increase fixation speed and
accessibility during infiltrations and allow positioning of the
nodules in embedding moulds. Nodules were put in at least
five times their volume of fixative (4% paraformaldehyde, 0.1%
glutaraldehyde, and 0.05% Triton P40 in 0.05 M PBS pH 6.8)
and submerged by creating a low pressure until they sunk.
Samples were kept at 4°C until embedding.
Fixed samples were dehydrated for at least 10 min in 10%,
30%, 50%, 70%, 90% and two times in 100% ethanol followed
by gradual resin infiltration (Technovit 7100 (T7100); resin A:
100 ml T7100, 1 bag of hardener I and 2.5 ml PEG 400). Samples
were gently rotated for a minimum of 1 h at 30 rpm with resin A:
ethanol mixtures (resp. 1 : 3, 1 : 1 and 3 : 1), followed by o/n
rotation in 100% T7100 infiltration solution (A). Bottoms of the
moulds were covered with a small layer of T7100 polymerization
solution (resin B: 15 ml infiltration solution A and 1 ml hardener
II). Samples were quickly transferred, oriented and covered with
polymerization solution. Moulds were covered with a sheet of
plastic, kept at RT for 1 h, followed by 37°C incubation for 1 h.
Hardened embedded blocks were attached to microtome
sample holders with freshly made Technovit 3040 glue. Longi-
tudinal midplane sections (4 µm) were made, stretched on a
water bath and baked to slides at 80°C.(d) Staining and imaging sections
Sections were stained for 15 s with Toluidine blue O (Merck
1.15930) (1% (w/v) Toluidine blue O in 1% potassium tetra
borate, washed three times for 5 min in water and enclosed in
Euparal permanent mounting agent. Sections were imaged
in a Nikon 80i microscope with 20 × Plan Fluor 0.5 NA and
40 × Plan Fluor 0.75 NA objectives and a DS Fi1 colour
camera. When needed images were stitched using Image
Composite Editor (V2.0.3.0, Microsoft research).3. Results
Unexpectedly, when we excavated the termite mounds, we
observed that there were two different types of structures:
the normally described, irregularly shaped roundish nodules
as well as distinctly differently shaped structures that could,
however, easily be mistaken for nodules (figure 1a). The
shape of the latter was oval with a pointy top, and we
hypothesized that these were true mushroom primordia
(figure 1b). Over 3 years, we excavated 25 termite mounds,
some of which in multiple years, adding up to 32 obser-
vations (electronic supplementary material, tables S1 and
S2). We noted potential primordia in six different mounds at
seven observations. On each comb fragment with potential
(a)
(b)
0.1 cm
0.1 cm
Figure 1. Two types of developmental structures found within mounds of M. natalensis: (a) normal nodules (left), fungus comb fragment, (middle) schematic
drawing and (right) fungus comb fragment incubated without termites for 5 days showing enlarged normal nodules. (b) Primordia (left), fungus comb fragment,
(middle) schematic drawing, (right) mushrooms growing from primordia after 4 days of incubation without termites. The front of the fungus comb has been broken
off, to fully show the mushroom stipes. Cap of the mushroom already shows the typical Termitomyces perforatorium [10], i.e. the sharply pointed cap.
(a)
(b)
day 0
day 0 day 2 day 3 1 mm
day 9
Figure 2. Images show toluidine blue stained midplane sections of different
developmental stages of (a) nodules versus (b) primordia after incubation in
the absence of termites.
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3primordia, less than 20% of all fungal developmental structures
were regular nodules.
Of the 110 incubated fungus combs (electronic sup-
plementary material, table S1), 91 only displayed normal
nodules or no nodules and 19 displayed potential primordia.
On average each comb contains more than 10 nodules, mean-
ing that we studied over 1100 developmental structures, of
which about 900 were nodules and about 200 were potential
primordia. When incubated in the absence of termites, none
of the normal nodules developed into mushrooms, whereas
six combs with potential primordia developed fully grown,
spore-producing mushrooms. On all combs with potential
primordia, there were also potential primordia that did not
develop into mushrooms. These primordia were arrested at
different stages of development and some of them turned
brown and wilted. One comb fragment in our experiment,
in which all normal nodules turned brown and wilted—
taken from a mound with only normal nodules—produced
primordia after 16 days of incubation. These primordia also
developed into mushrooms.
The sections of potential primordia and their develop-
ment showed that these developmental structures are
indeed the true primordia of Termitomyces mushrooms
(figure 2b; electronic supplementary material, figure S1A,B,
C). By contrast, the sections of normal nodules did not
show the hyphal alignment that is typical for mushroom for-
mation (figure 2a), but rather showed unorganized strings of
ovoid asexual spores and larger spherical cells (electronic
supplementary material, figure S1E,F). Moreover, the larger
nodules that were studied after 9 days did not develop
mushroom features either.4. Discussion
We tested the assumption that nodules are unripe mushrooms.
We reject this assumption by showing that (i) normal nodules
do not develop into mushrooms and (ii) although Termitomycesprimordia bear resemblance to nodules, they are macro- and
microscopically different developmental structures. Our obser-
vations of normal nodules confirm earlier descriptions of
normal nodules in other species [9,10,25,26], and it is likely
that our findings can be translated to all other Termitomyces
species, as all known species make the nodules that are
unique to this genus of fungi that are grown by termites [3,4].
Although our results showed that nodules are not the initi-
als of mushrooms, this does not prove or disprove that fruiting
body formation in Termitomyces is actively suppressed by its
host. Termitomyces primordia may, similar to nodules, be con-
sumed by termites, but this remains to be tested. Behavioural
studies in these termites are, however, notoriously difficult,
as termites immediately repair open areas in their mounds.
Li et al. have recently managed to set up a laboratory colony
of Odontotermes formosanus, which opens up possibilities for
future studies, including behavioural ones [27].
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4Regardless of whether primordia are or are not consumed,
the triggers for primordia formation are unknown. We only
observed primordia in 20% of the excavations and when we
observed primordia, an adjacent mound of the same species
often did not have primordia. This indicates that there are
factors within a colony that trigger or prevent primordia
formation. We observed that combs that carried primordia
were relatively mature in the sense that their colour was
light, which is an indication of lignin breakdown and thus
substrate depletion [28,29]. Also, we observed the formation
of primordia on a fungus comb that had been incubated with-
out termites for 16 days and was thus nutritionally depleted.
Finally, it is known for other basidiomycete speciesmushrooms
can be formed in response to starvation [30–32]. Therefore, we
hypothesize that when fewer workers are present to maintain
the fungus combs, some combs are left unattended and
become nutritionally depleted because new substrate is no
longer added. This nutritional depletion could, under the
right environmental conditions, trigger the formation of pri-
mordia. Our hypothesis is in line with the observation that
Termitomyces microcarpus mushrooms are found on pieces of
comb that are ejected from a termite colony (thus left unat-
tended) and with the observation that mushrooms are
sometimes found on dead, unattended colonies [3,12,13].
Analogously, in the convergently evolved obligate ant–
fungus symbiosis, the conflict over symbiont dispersal is
mitigated by ant control over symbiont dispersal [33]. If the
ant fungus is grown on substrate that is poor in protein
mushroom formation is triggered. However, if the fungus is
grown on substrate that is too rich in protein, vegetativegrowth is hampered. Mushroom formation in the ant
fungus is suppressed by growing it on substrate that contains
enough protein to prevent mushroom formation, but not so
much that fungal growth is hindered [34].
Data accessibility. The datasets supporting this article have been
uploaded as part of the electronic supplementary material.
Authors’ contributions. S.M.E.V., D.K.A. and B.J.Z. were involved in con-
ceptualization; S.M.E.V., D.K.A. and N.C.A.d.R. were involved in
methodology; S.M.E.V., R.R.d.C., M.P. and D.K.A. were involved in
investigation; N.C.A.d.R. was involved in resources; S.M.E.V. drafted
the original manuscript; N.C.A.d.R., B.J.Z., R.R.d.C., M.P. and D.K.A.
reviewed and edited the manuscript; D.K.A. was involved in funding
acquisition. All authors agree to be held accountable for the content
of the manuscript and approve the final version of the manuscript.
Competing interests. We declare we have no competing interests.
Funding. S.M.E.V. and D.K.A. were supported by The Netherlands
Organisation for Scientific Research (ALW Open competition
824.01.002; VICI; NWO 86514007). R.R.d.C. was supported by the
CAPES Foundation, Ministry of Education of Brazil, Brasília, Brazil
(grant no. BEX 13240/13-7). M.P. was supported by the Villum Kann
Rasmussen Young Investigator Fellowship (grant no. VK10101).
Acknowledgements. We thank Z. Wilhelm de Beer, Bernard Slippers,
Michael J. Wingfield, and the Forestry and Agricultural Biotechnology
Institute, Pretoria, for hosting fieldwork; Christine Beemelmanns, René
Benndorf, Victoria L. Challinor, Benjamin H. Conlon, Haofu Hu, Nina
Kreuzenbeck, Saria Otani, Kristine S.K. Pedersen and Jane de Verges
for help with excavations; Nicky P.M. Bos for help with excavations
and photographs; Margo Wisselink, Lennart Van de Peppel and Ben
Auxier for help with excavations as well as critically commenting on
the manuscript; Eric Bastiaans and Alexey A. Grum-Grzhimaylo for
critical comments on the manuscript. We thank the Wageningen
Light Microscopy Centre (WLMC) for technical support and
equipment for sample processing and microscopy.References1. Aanen DK, Eggleton P, Rouland-Lefevre C,
Guldberg-Froslev T, Rosendahl S, Boomsma JJ. 2002
The evolution of fungus-growing termites and their
mutualistic fungal symbionts. Proc. Natl Acad. Sci.
USA. 99, 14 887–14 892. (doi:10.1073/pnas.
222313099)
2. Batra SWT, Batra LR. 1967 The fungus gardens of
insects. Sci. Am. 217, 112–124. (doi:10.1038/
scientificamerican1167-112)
3. Darlington JPEC. 1994 Nutrition and evolution in
fungus-growing termites. In Nourishment and
evolution in insect societies (eds JH Hunt, CA
Nalepa), pp. 105–130. Boulder, CO: Westview Press.
4. Petch T. 1906 The fungi of certain termite nests.
Ann. R. Bot. Gardens, Peradeniya 3, 185–270.
5. Wood TG, Sands WA. 1978 The role of termites in
ecosystems. In Production ecology of ants and
termites (ed. MV Brain), pp. 245–292. Cambridge,
UK: Cambridge University Press.
6. Aanen DK. 2006 As you reap, so shall you sow:
coupling of harvesting and inoculating
stabilizes the mutualism between termites and
fungi. Biol Lett-Uk. 2, 209–212. (doi:10.1098/rsbl.
2005.0424)
7. Aanen DK, Ros VID, Licht HHD, Mitchell J, de Beer
ZW, Slippers B, Rouland-LeFèvre C, Boomsma JJ.
2007 Patterns of interaction specificity of fungus-
growing termites and Termitomyces symbionts inSouth Africa. BMC Evol. Biol. 7, 115. (doi:10.1186/
1471-2148-7-115)
8. Korb J, Aanen DK. 2003 The evolution of
uniparental transmission of fungal symbionts in
fungus-growing termites (Macrotermitinae). Behav.
Ecol. Sociobiol. 53, 65–71. (doi:10.1007/s00265-
002-0559-y)
9. Leuthold RH, Badertscher S, Imboden H. 1989 The
inoculation of newly formed fungus comb with
Termitomyces in Macrotermes colonies (Isoptera,
Macrotermitinae). Insect Soc. 36, 328–338. (doi:10.
1007/BF02224884)
10. Heim R. 1977 Termites et champignons: les
champignons termitophiles d’Afrique noire et d’Asie
méridionale. Paris, France: Bouhée.
11. Johnson RA, Thomas RJ, Wood TG, Swift MJ. 1981
The inoculation of the fungus comb in newly
founded colonies of some species of the
Macrotermitinae (Isoptera) from Nigeria. J. Natl Hist.
15, 751–756. (doi:10.1080/00222938100770541)
12. Nobre T, Fernandes C, Boomsma JJ, Korb J, Aanen
DK. 2011 Farming termites determine the genetic
population structure of Termitomyces fungal
symbionts. Mol. Ecol. 20, 2023–2033. (doi:10.1111/
j.1365-294X.2011.05064.x)
13. Sieber R. 1983 Establishment of fungus comb in
laboratory colonies of Macrotermes michaelseni and
Odontotermes montanus (Isoptera,Macrotermitinae). Insectes Soc. 30, 204–209.
(doi:10.1007/BF02223870)
14. Aanen DK, Boomsma JJ. 2006 The evolutionary
origin and maintenance of the mutualistic symbiosis
between termites and fungi. In Insect symbiosis,
volume 2 (eds K Bourtzis, TA Miller), pp. 79–95.
Boca Raton, FL: CRC press.
15. Kone NA, Dosso K, Konate S, Kouadio JY,
Linsenmair KE. 2011 Environmental and biological
determinants of Termitomyces species seasonal
fructification in central and southern Cote d’Ivoire.
Insectes Soc. 58, 371–382. (doi:10.1007/s00040-
011-0154-1)
16. De Fine Licht HH, Andersen A, Aanen DK. 2005
Termitomyces sp. associated with the termite
Macrotermes natalensis has a heterothallic mating
system and multinucleate cells. Mycol. Res. 109,
314–318. (doi:10.1017/S0953756204001844)
17. Bathellier J. 1927 Contribution à l’etude
systématique et biologique de termites de l’Indo-
Chine. Faune Colonies Franc. 1, 125–365.
18. Moore D. 1994 Tissue formation. In Growing fungus
(eds NAR Gow, GM Gadd), pp. 423–465. London,
UK: Chapman & Hall.
19. Bonner JT, Kane KK, Levey RH. 1956 Studies on the
mechanics of growth in the common mushroom,
Agaricus campestris. Mycologia. 48, 13–19. (doi:10.
1080/00275514.1956.12024513)
royalsocietypublishing.org/journal/rsbl
Biol.Lett.16:20200394
520. Nobre T, Koopmanschap B, Baars JJP, Sonnenberg
ASM, Aanen DK. 2014 The scope for nuclear
selection within Termitomyces fungi associated with
fungus-growing termites is limited. BMC Evol. Biol.
14, 121. (doi:10.1186/1471-2148-14-121)
21. De Fine Licht HH, Boomsma JJ, Aanen DK. 2006
Presumptive horizontal symbiont transmission in
the fungus-growing termite Macrotermes natalensis.
Mol. Ecol. 15, 3131–3138. (doi:10.1111/j.1365-
294X.2006.03008.x)
22. Visser AA, Kooij PW, Debets AJM, Kuyper TW, Aanen
DK. 2011 Pseudoxylaria as stowaway of the fungus-
growing termite nest: Interaction asymmetry
between Pseudoxylaria, Termitomyces and free-
living relatives. Fungal Ecol. 4, 322–332. (doi:10.
1016/j.funeco.2011.05.003)
23. Visser AA, Ros VID, De Beer ZW, Debets AJM, Hartog
E, Kuyper TW, Laessøe T, Slippers B, Aanen DK.
2009 Levels of specificity of Xylaria species
associated with fungus-growing termites: a
phylogenetic approach. Mol. Ecol. 18, 553–567.
(doi:10.1111/j.1365-294X.2008.04036.x)
24. Thomas RJ. 1987 Factors affecting the distribution
and activity of fungi in the nests of Macrotermitinae(isoptera). Soil Biol. Biochem. 19, 343–349. (doi:10.
1016/0038-0717(87)90020-4)
25. Botha WJ, Eicker A. 1991 Cultural studies on the
genus Termitomyces in South Africa. II. Macro-
and micromorphology of comb sporodochia. Mycol.
Res. 95, 444–451. (doi:10.1016/S0953-7562(09)
80844-7)
26. Botha WJ, Eicker A. 1992 Nutritional value of
Termitomyces mycelial protein and growth of
mycelium on natural substrates. Mycol. Res. 96,
350–354. (doi:10.1016/S0953-7562(09)80949-0)
27. Li HJ et al. 2016 Age polyethism drives community
structure of the bacterial gut microbiota in the
fungus-cultivating termite Odontotermes
formosanus. Environ. Microbiol. 18, 1440–1451.
(doi:10.1111/1462-2920.13046)
28. da Costa RR et al. 2018 Enzyme activities at
different stages of plant biomass decomposition in
three species of fungus-growing termites. Appl.
Environ. Microbiol. 84, e01815-17. (doi:0.1128/aem.
01815-17)
29. Hyodo F, Inoue T, Azuma JI, Tayasu I, Abe T. 2000
Role of the mutualistic fungus in lignin degradation
in the fungus-growing termite Macrotermes gilvus(Isoptera; Macrotermitinae). Soil Biol. Biochem. 32,
653–658. (doi:10.1016/S0038-0717(99)00192-3)
30. Halbwachs H, Simmel J, Bässler C. 2016 Tales
and mysteries of fungal fruiting: how morphological
and physiological traits affect a pileate lifestyle.
Fungal Biol. Rev. 30, 36–61. (doi:10.1016/j.fbr.2016.
04.002)
31. Kües U, Liu Y. 2000 Fruiting body production in
basidiomycetes. Appl. Microbiol. Biotechnol. 54,
141–152. (doi:10.1007/s002530000396)
32. Sakamoto Y. 2018 Influences of environmental factors
on fruiting body induction, development and
maturation in mushroom-forming fungi. Fungal Biol.
Rev. 32, 236–248. (doi:10.1016/j.fbr.2018.02.003)
33. Mueller UG. 2002 Ant versus fungus versus
mutualism: ant–cultivar conflict and the
deconstruction of the attine ant–fungus symbiosis.
Am. Nat. 160(Suppl 4), S67–S98. (doi:10.1086/
342084)
34. Shik JZ, Gomez EB, Kooij PW, Santos JC, Wcislo WT,
Boomsma JJ. 2016 Nutrition mediates the
expression of cultivar–farmer conflict in a fungus-
growing ant. Proc. Natl Acad. Sci. USA. 113,
10 121–10 126. (doi:10.1073/pnas.1606128113)
